2
plated for lawn growth on Mueller Hinton agar plates. Sterile 6mm discs (Bio-101 #248712) were placed on top of the cells and 5μl of 10mM compound, or DMSO as a negative control, was added on top of each disc. Plates were incubated at 37°C for 3 days before measurement of the zone of growth inhibition. M. tuberculosis disk diffusion assays were conducted in a similar manner except M. tuberculosis was plated for lawn growth on 7H10 agar supplemented with 10% oleic acid/dextrose/catalase (OADC) and 0.5% glycerol. Plates were incubated at 37°C for 21 days before measurement of the zone of growth inhibition.
Broth microdilution MIC assays for M. Smegmatis and M. tuberculosis
were conducted via serial dilution in 96 well plates. Mid-log cultures were diluted to an OD600 of 0.1 in LB media (for M. smegmatis) or 7H10 media (for M. tuberculosis). 96 well plates were set up with serial 2-fold dilutions of drug across all wells, with the last well containing no drug as a positive control for growth. M. smegmatis MIC broth dilution 96 well plates were incubated at 37°C observed for growth on day 4 and 7 by visual inspection. M. tuberculosis MIC broth dilution 96 well plates were incubated at 37°C observed for growth on day 6 and 12 by visual inspection. For all other organisms, broth microdilution MIC assays were conducted at NAEJA (www.naeja.com) as follows: Isolated colonies from [18] [19] [20] [21] [22] [23] [24] hour agar plates (Mueller Hinton, Blood Agar or SDA plates) were suspended in a sterile water and each bacterial suspension was adjusted to read between 0.09 and 0.11 absorbance at 620 nm (0.5 McFarland Standard). These were subsequently diluted 1/100 in appropriate broth and inoculated into 96-well plates.
For C. albicans the suspension was adjusted to read between 70 and 75% transmittance at 530nm and then diluted 1/500 in RPMI+MOPS broth. Aerobic and fungal plates were incubated at 35°C for 18 hours. S. pneumoniae plates were incubated in the presence of 5% CO 2 . Plates were read using a Beckman Automated Plate Reader at 650 nm. Readings were confirmed by visual examination of plates.
MIC assays on solid media for M. smegmatis overexpression library and MMS library MIC determination were conducted as follows: Log-phase M.
smegmatis was harvested by centrifugation, and 5x10 6 CFU (for kanamycinselected strains) and 1x10 8 CFU (for all other strains) spotted onto LB plates supplemented with appropriate antibiotic for plasmid selection and SKI-356313 at the indicated concentration. Plates were incubated at 37°C and observed for growth at Day 5, 6 and 7.
For survival curves, M. tuberculosis or M. smegmatis cultures grown to an OD600 of 0.5 were treated with SKI-356313 and incubated at 37°C. Aliquots were removed at designated time points and plated onto solid media for determination of CFU/ml.
Non-Replicating Bacillus Assays (Wayne Model). Wayne Model experiments
were performed according to previously published protocols, and described in brief here (1) . and inserted into the MscI/EcoRI digested pMV261 vector to produce pKH04.
The ORF of tet(V) was amplified using primers oKH13 and oKH15 and inserted into the MscI/EcoRI digested pMV261 vector to produce pKH05. The ORF of Msmeg_3815 was amplified using primers oKH18 and oKH19 and inserted into the MscI/EcoRI digested pMV261 vector to produce pKH07. The ORF of Msmeg_1953 was amplified using primers oKH35 and oKH38 and inserted into the MscI/EcoRI digested pMV261 vector to produce pKH08. All ORFs inserted into the pMV261 vector were verified by sequencing to be free of mutations. smegmatis to create strain MGM 6026. Subsequently, pAJF384, which lacks a mycobacterial origin of replication, was created through assembly of three PCR products: mCherry was amplified using oAF530 and oAF531; pACYCori was amplified using oAF532 and oAF535; streptomycin resistance cassette was amplified using oAF534 and oAF535. The gene rplA was amplified with oAF573
MMS Mutagenized
and oAF574, cut with XbaI/NdeI and ligated into pAJF384 cut with the same to create pAJF486, and subsequently transformed into MGM 6026 to create strain MGM 6063. was not usable; therefore we skipped this step.
To do the base quality recalibration, a file of known SNPs (variable sites)
is needed for the recalibration step. Since there was no available file of known sites for this genome we used a two pass bootstrapping processing to first call a set of low quality SNP. This SNP file was then used as the knownSites parameter for the GATK CountCovariates step. This first SNP file was generated using:
samtools mpileup bcftools view Indel events were filtered out and the __output__ VCF file was then used in the CountCovariates/TableRecalibration (GATK version 1.6) __step__. We then called mutations (SNPs and INDELs) using the GATK UnifiedGenotyper. We then filtered for events that were unmutated (GT=0/0) in the wild-type sample and had at least one mutation in the derived samples. These results indicate that these reporter strains provide a real time readout of antibiotic action for the three major biosynthetic processes of the bacterial cell and allow direct observation of the timing of growth arrest with antibiotic treatment. ND  >126  >126  >126  >126  >126  >126  >126  >126  >126  >126  >126  >126  >126  >126  SKI-23  ND  >108  >108  >108  >108  >108  >108  >108  >108  >108  >108  >108  >108  >108  >108  SKI-24  ND  >117  >117  >117  >117  >117  >117  >117  >117  >117  >117  >117  >117  >117  >117  SKI-26  ND  >96  >96  >96  >96  >96  >96  >96  >96  >96  >96  >96  >96  >96  >96  CPLX 
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